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I. INTRODUCTION. 


Aside from studies of the hygienic workers (Rubner and others), 
studies of mountain sickness, and other physiological phenomena 
of high altitudes and reduced atmospheric pressure (Cohnheim 
and others), little attention has been given to the effect of loss 
of water upon land animals. Since evaporation is determined 
by air movement, humidity, pressure, temperature, and indi- 
rectly by illumination, most of the so-called physical factors are 
measured in combination by instruments measuring evaporation. 
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A knowledge of the effect of evaporation upon animals is im- 
portant for the following reasons: (1) Because knowledge of the 
relationships of land animals to the surrounding medium is 
important from the standpoint of evolution and physiology, 
(2) because factors controlling distribution are effective in pro- 
portion to their effect upon the organisms concerned, and (3) 
because animals kept under laboratory conditions in experiments 


in behavior, genetics, etc., are often subjected to constantly 


changing atmospheric conditions and these changes may be 


sufficiently important to interfere with the results and the 
validity of the conclusions drawn. With these points in mind, 
the writer and Mr. E. O. Deere undertook to construct a piece of 
apparatus for the control of atmospheric conditions, but especially 
to establish experimental gradients and to test the reactions of 
animals to variations in the rate of evaporation. Various diffi- 
culties were experienced in getting the apparatus into working 
order and it was necessary for Mr. Deere to leave when the ap- 
paratus was ready for the control of humidity and some half 
dozen experiments had been performed. Nearly all of the experi- 
ments accordingly devolved upon the writer and we present the 
method of work only, as a joint contribution. 


Il. A Metrnop oF ESTABLISHING EVAPORATION GRADIENTS. 
By Victor E. SHELFORD AND E. O. DEERE. 


rhe air supply was obtained by a compression pump as shown in Fig. 1. A 
metal funnel (MF) covered with cheese cloth conducted the air to a pipe, 14 cm. 
in diameter and 340 cm. long, to a Beach-Russ Vacuum pump, no. I, run by a 
one-half horse-power motor. The air left the pump through a }-in. iron pipe, 
and entered a }-in. Crane oil separator, which removed the oil with which 
the pump is operated. In the pipe near the oil separator there was a pressure 
gauge, an air-cock opening to the exterior, and an automatic blow-off set for 5 Ib. 
pressure. From here the air passed through 15 m. of j-in. galvanized iron pipe, 
the central 5 m. of which was surrounded by a 1}-in. iron pipe water-jacket, con- 
nected with the city water supply by means of a }-in. iron pipe, provided with a 
valve. By turning the city water supply into this jacket we were able to lower the 
temperature of the air when the outside air was warmer than the room. This 
was necessary because after the flows were divided they passed varying distances 
before reaching the tanks and if the temperature of the air was higher than that of 
the room, different amounts of cooling gave different temperatures in the experi- 
mental boxes. Several brass ground unions made it possible to take the entire 
line apart. The air current was divided into six parts by means of iron pipe Y 
bends, and reduced to }-in. with bushings. Each branch was provided with a 
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rising-stem straight-way valve, with hose end nipple attached by means of a }-in. 
brass ground joint union. 

The experimental boxes (Fig. 14) for the gradient experiments were designed 
by the senior author and were 6.5 cm. wide by 30 cm. long, and 2.5 cm. deep. The 
animals were confined in a portion of each box, 5 cm. wide, bya screen (8 meshes 
to the centimeter). Air was supplied to the boxes by means of three fish-tail burner- 
shaped introducers, opening into a narrow slit along the rear midway between top 
and bottom. The area of the slit in each introducer was approximately the same 
as the area of the 7 mm. brass tube which connected it with the pump. The air 
after leaving the fishtail burner-shaped introducer passed through the screen that 
confined the animals away from the slit, across the box, and out of the front through 
a screen similar to the first. The air tended to spread out at about the angle of 
the side of the introducer, and a small piece of metal was inserted between the rear 
wall and the confining screen, to deflect this part of the flow directly across the box. 
Each experimental box rested upon a movable board to each end of which a ring 
stand was fixed. Each ring stand bore a universal clamp, a small piece of Bessemer 
rod, and a single burette clamp used to hold a 1 candle-power incandescent lamp in 
any desired position. Our experiments were performed with the center of the in- 
candescent filaments 20 cm. from the bottoms of the experimental boxes, and one 
fourth of the distance from each end. These boxes were placed in a hood painted 
dead black, and provided with two curtains, one of which hung from above down- 
ward and contained a small slit for the observer, the other when in position came up 
from below toa point 10 cm. above the level of the lamp. This excluded practically 
all the faint light of the room, and the light was between the animals and the ob- 
server which made it less easy for them to see him. 

The control box (C) was supplied either with untreated air direct from the pump 
or with no air. The experimental box (£) and Fig. 1A, when experiments with 
atmospheric humidity were being performed, was supplied with three kinds of air, 
wet at one end, dry at the other, and untreated or medium air in the center. The 
dry air was rendered dry by passage through three or more sulphuric acid filters, 
Fig. 1B (see Shackell, '09). Each filter consisted of a Whitehall Tatum museum 
jar, 45 cm. tall and 9 cm. in diameter at the top. The covers were pieces of plate 
glass, 13 mm. thick and provided with two holes 25 mm. in diameter. They were 
clamped into place by ordinary hardware screw-clamps with a 6 cm. opening. The 
contact points were filed smooth and covered with rubber tubing. The air entered 
through a glass tube inserted in a rubber stopper in one of the two holes in the cover 
just mentioned. In order to conduct air to the bottom of the jar, the tube through 
which it entered was inserted into a second cork fitting inside a larger tube (Fig. 1B) 
so that when the glass plate was pushed into place, this stopper was pushed inside 
the glass tube so as to make an air-tight connection. The air left the filters from 
the top through a short tube inserted in the second rubber stopper. The filter 


jars were filled with crushed pumice stone, the pieces ranging from 0.5 mm. to 7 mm. 


in diameter, as indicated by the meshes of the screens used in separating and re- 
moving the finest and coarsest pieces. This was impregnated with crude sulphuric 
acid. 

After leaving the drying filters, the air passed through glass wool filters, made by 
filling ordinary 1-liter, wide-mouthed wash bottles with glass wool. Tests of the 
air, made by bubbling the supply from these filters through a methyl-orange solu- 


tion for a period of 30 minutes, indicated that no sulphuric acid passed into the 
final delivery pipe. 
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The untreated air entered the final delivery pipe after passing through a glass 
wool filter. The wet air passed from the glass wool filter through two 2-liter as- 
pirator bottles filled with crushed pumice impregnated with distilled water. To 
test the evaporating power of the three kinds of air, Livingston ('06, '08, '10a, ’10b, 
"tr; see Abbe, '08) cup aimometers (evaporimeters) were used. Small Whitehall 
Tatum museum jars, similar to those used for the sulphuric acid filters, 19 cm. 
deep inside, and 9 cm. in diameter at the neck, were used to confine the atmom- 
eters. The atmometers were placed in position, after being stoppered with one- 
holed rubber stoppers with small tubes inserted. A large stopper with three holes 
was used to carry all the apparatus inside the jar. The tubes which connected 
them with burettes, where the amount of water evaporated was read off, passed 
through the central hole of the large stopper. Another tube which connected with 
the air supply passed through one of the side holes, parallel with the evaporimeter 
and reached within about 5 mm. of the bottom of the jar. The apices of the 
evaporimeter cups were from 25-30 mm. from the bottom. The third hole in the 


stopper was used for the exit pipe; the air from the supply passed upward to the 

bottom of the jar, which was inverted, and in returning to the exit tube, passed 
. - . ° . 

over the atmometer. The size of the jar was such that the velocity of the air 


over the atmometers was the same for a given flow, as across the cages. An 
atmometer thus enclosed was provided for each of the three kinds of air. For 
testing relative humidity (Fig. 1C), two long chemical thermometers, graduated 
to 0.1 of a degree, were inserted inside of a glass tube 50 cm. long and 22 mm. in 
diameter. One of the thermometers was provided with a wick of absorbent cotton 
toweling, which dipped into a vial of water. Air from a supply pipe could be 
introduced into the tube below the bulbs. 

Two glass Y's were inserted between the filters and the experimental box, in 
each air line. The respective stems of these connected with the main air tube 
and with the experimental cage, as indicated in Fig. 1. One arm of the Y of each 
line was connected permanently with one arm of the Y attached to the experi- 
mental box and supplied with a pinch-cock. The six free Y arms were supplied 
with free rubber tubes as shown in Fig. 1. The three of these connected with 
the nearest filters could be joined to the observations tubes (Fig. 1), or to the 
atmometers, or the thermometer tube. The other three (FT) could be used to 
connect the experimental cages directly with T of the control tube to give a rapid 
flow or when a coil of aluminum pipe submerged in hot water was interposed, to 
give warm air. These six free tubes made possible cross connections and the shift- 
ing of any kind of air to any section of the experimental cage. All open tubes 
were closed by means of pinch-cocks. 

For studying details of behavior and testing the ability of the animals to with- 
stand high rates of evaporation, three glass tubes, each with a total length of 21 
cm. and an inside diameter of 32 mm., were used. These were connected with 
the free rubber tubing of the less frequently used arms of the Y’s by means of 
funnels of the same diameter as the inside of the tubes. The stems of these were 
inserted into single-holed rubber stoppers. The large end of the funnel was cov- 
ered with a screen whose meshes were I mm. square, and the whole inserted inside 
the tube, with the stem projecting outside the rubber stopper for the attachment of 
therubber tube. The funnel permitted the expansion of the air so as to practically 
fill the tube when it entered, and the screen prevented the small insects from entering 
the rubber hose. The air left each tube through the small funnel, similarly inserted 
into the other end. Since animals find difficulty in walking on curved glass sur- 
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faces, the lower third of each tube was filled with paraffin upon which sand was 
sifted while the paraffin was still warm. From each of the tubes the air passed to an 
atmometer chamber, as previously described, so that the evaporation could be re- 
corded while the animals were being observed. 

In order to vary dryness only, it was necessary that the flows of the three kinds 
of air be the same. The flows were measured by collecting the air for a period of 
five seconds in a jar filled and inverted in a vessel of water. The pump commonly 
delivered air under sufficient pressure to force it through the filters and give a flow 
of from 12 to 16 liters per minute, an amount sufficient to change the air in the 
part of the cage immediately in front of each introducer (when all are flowing, in 
the entire cage) in a maximum of .6 of a second. 

It was possible to adjust the flows so that they were essentially alike, without 
collecting the gas. The boundaries of the rear walls of the cages were of solid 
metal and the slit was midway between top and bottom. A small triangle of thin 
paper 2 to 3 cm. long and about 1 cm. across the base was taken between the thumb 
and fore-finger by the point. With the hand held firmly by resting against the 
cage, the paper was placed in a position such that it was entirely in contact with 
the upper half of the rear wall without bending. The piece of paper was then 
lowered so that the broad end came in front of the slit and the deflection of the 
paper was noted and the flows adjusted until each gave the same deflection. The 
maximum flow was barely sufficient for effective experiments. 

The atmometers were those furnished by the Plant World. Three were selected 
with the standard .75 and restandardized by the careful adjusting of the flows 
until they were exactly alike. The evaporation was recorded for standard lengths 
of time when the flows of the medium and dry air were turned alternately over each 
of the atmometers for several periods of ten minutes and one period of an hour. 
It was found that the evaporation of one kind of air was the same no matter which 
evaporimeter was used. At the end of the experiments, the atmometer used with 
the wet air showed smaller evaporation due in part to sand that was accidentally 
blown out of the observation tube onto the atmometer. 


Ii]. MATERIAL. 

The following species were studied: the yellow-margined 
millipede (Fontaria corrugate Wood), ground beetles (two species 
of Pterostichus), the wood frog (Rana sylvatica LeC.), the red- 
backed salamander (Plethodon cinereus Green), the sticky sala- 
mander (Plethodon glutinosus Green) and several species of snails, 
all from moist forest situations, maximum evaporation is about 
11.5 c.c. per day near the surface of the ground; the common toad 
(Bufo lentiginosus Shaw), the digger wasp (Microbembex mono- 
donta Say), the bronze tiger beetle (Cicindela scutellaris lecontet 
Hald.), the spiders (Geolycosa wrightti Em. and pikei Marx), all 


from dry sand ridges covered with cottonwoods and pines, a 


type of situation where the maximum evaporation per day is 
about 32.5 c.c. The animals were kept in the laboratory under 
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as nearly natural conditions as possible. With the exception of 
Plethodon and Fontaria, they were kept only a few days. 


IV. EXPERIMENTAL RESULTS. 
1. Dry Air. 


The air used in the experiments was dried in the sulphuric 
acid filters described on page 82. The water vapor present 
after treatment depended upon the humidity of the original air, 
upon the temperature, the rate of flow, and the number of filters 
used. On account of variations in temperature and relative 
humidity from day to day, it is necessary to either practically 
saturate all the air with water vapor or to dry all of it and follow 
by standard treatment at a constant temperature if the same con- 
ditions are to be produced from day to day. Tables I. and II. 
(pp. 88, 96) show from 0.5 to 1.05 c.c. evaporation for 20-minute 
periods (calculated from 10-minute exposures) and relative humid- 
ity of 9 to 20 per cent. for the treated air. The relative humidity 
of the air used ranged from 40 to 60 per cent. of saturation; the 
reduction in per cent. of humidity ranged from 34 to 52. The 
moist air was more constant and the evaporation is arbitrarily 
given as 0.02 c.c. per 20 minutes. This number is based upon a 
number of one-hour exposures of the atmometers, as readable 
results were not noted in 10-minute exposures. 


(a) Moist Forest Animals. 

1. Physiological Effect and Reactions.—With the exception of 
the snails the dry air was stimulating to all the animals tried. 
Plethodon cinereus was stimulated at once in the driest air and 
usually moved back and forth in the observation tubes. Activity 
sometimes alternated with short periods of coiling but movement 
was the rule and was usually increased during the first fifteen 
minutes when erratic movements occurred. These were usually 


followed by coiling or cessation of activity accompanying a dry 
appearance of the skin. The animals usually dried and shriveled 
without further activity, the ability to move being gradually 
reduced. In the medium air, when the rate of evaporation was 
low, they often behaved quite normally for a few minutes when 
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coilings and activity began to alternate. This was followed by 
heightened activity and stiffening as before. In the gradient a 
negative reaction to air of more than a minimum evaporating 
power was clearly shown as indicated by Table I., and Chart I., 
Experiment 11 (p. 87). The salamanders appeared to sense 
the drier air at once as indicated by hesitation or by turning back 
when the change was encountered. The latter indicates that 
these animals have a sense of orientation in the gradient. They 
usually tried the driest air one or more times and the different 
trials were usually followed by turning when it was encountered 
again. They usually piled together in the moist air after 13 to 18 
minutes and remained so for considerable periods. P. glutinosus 
is clearly more sensitive to dryness than is P. cinereus. While 
the former was clearly more stimulated in both observation tubes 
and gradient experiments than was the latter, stiffening due to 
drying appeared so early that in the gradient experiments 
glutinosus did not turn back as definitely as did cinereus. 

The wood frog was stimulated at once in the dry air; it showed 
agitation at first but very soon (a few seconds to five minutes) 
crouched close to the bettom, drew the legs close to the body, 
and partially or wholly withdrew and closed the eyes. After 
this had continued for a time, the frog usually hopped in the 
direction in which it was headed and if the disturbance was not 
relieved it repeated the crouching. 

While the frogs sometimes appeared to orient in the gradient, 
this capacity is poorly developed and the graphs are quite dif- 
ferent from those of the salamanders. The frogs showed a 
preference for the moist air and avoided the dry air mainly by 
random hops and a lesser tendency to hop in the moist air. 
The difference in the appearance of the animals in the different 
parts of the experimental cages was striking. In the air of 
highest and medium evaporating powers the withdrawal and 
closing of the eyes just referred to took place to a degree ap- 
parently proportional to the rate of evaporation. Here the 
skin was dry and dull. In the moist air, the difference after a 
few moments exposure, was striking. The skin glistened with 
moisture, the frog sat upright, the eyes were fully protruded and 
wide open, and the animals gave an impression of sagacity not 





wn 
4 
< 
2 
Z 
< 
tx 
o 
n 
Z 
© 
- 
0 
< 
tj 
x 





"UOTIBIOUVAD JIQRIJapIsUOD JO SUOTIIPUOD UT STeNpIArpul ay} jo Zuryounq yeordAz ayz smoys 11 *3dxq Jo [O1}U0D ay] 
*pidei sea] Sem UOIZBIOdBAD ay} JIDYAM SJUDUTLIOAX9 JY} UI JSBI] SEM FI JO DDUBPIOAR JY} ‘saSBd 9aIY} VY} UT IvalO SI 
uorjesodeAd 4seysty 9y} 0} UOTIvAI BVAIZEZoU 9y} JO AWUETIUNIS BY «Te Suipueys sazeorpul g ajIyM Surmoy sem 
JUSIIND & Jey} SOIBIpUT 4D 493772] 9Y} SfO1qUOS ay} UT ‘sporied [eJUVUITIEdxe ‘UTI OZ 9Yy} SULINP SsiaqeUITWUa. DIGnD 
jO Sy}pezpuny ut uoMei0deAs oy} JUaseIda1 syUDUTTIOdxa 9Yy} UT SUUINJOD assay}, jo speoy 9y} 7e SJOquINU sy] 
“S988 9Y2 JO Sp1iy} dy) 02 Surpuodsa1s0d suoTstAIp 9y} V7IeIedas SOUT] [BOIZIDA POS ay] ‘aUIT) syUaseIda1 VoUeISIP 
JBOIVI9VA pue sased dy} JO VSIMYIU] DOURLISIP SjUVSeIdoI DOULISIP [eJUOZIIOY ‘sTeuUllUe [ENPIAIpU! ey} jo sjUSUT 
-dAOU! JY} JUISAId|1 SZUIDeI] BY «—‘Spolsod PUODIS Ud} OFUT POPIAIP SoINUIUT YIIM SaTBs VUIT} a1e Safes [BTZIBA 
ay. “ase ay) JO Yu] ay) s}UaseIdaI safTeds dy} UZBMI0q IjJe] 07 BYBII wWOIy sOURISIqQG ‘aIN}eIAdUIa} JOYysIY 
pue jUaLIND ‘ssauAIp 07 aNp uoTVeIOdeAD YZIY 07 SNasaUuI2 UOPOYIa[T JO UOT}I¥aI JO AjIe]IUIIS BUIMOYS *] LUVHD 


tyteane 
~~ 


. 
c 


4 


al 


5 ae. 


i 
Bite 


i 


LN 


— < 


ot ea —_— — —_—_ > Eo 


to josQUOD to quowtiedxy o§ jo1qU0D o§ quowtiedx7] II jomu0D II quoutsedxy 


IIL | 
NW) 


ainjzesodwiay any—uopoy|d quaLIND Any—uUopoyid ary A1q—uopoyiid 


ISRIDAY 


«V9 
«J 

os 

ol 


/ 
*x~ 


puDy 09 


snsounnys * gs 


:VSBIVAY 


tH t 


*(jorqUOD azyeoTTdNp) 


ORD. 


* 9na4aut? “J 


7 


tLF 
° 
os 
a tr™~ 


| 


SHE 


Le 
0} 
$2.1107) 
W 


ewasduia | 
“hag 


“wnIpeyy 
"133810 


*sahiq 01 
Suipuodsasi0>) 


“Aa 1° 
Zurpuodsasi07) | 


“Tas1oyy OF 
Zurpuodsa.i07 


“slo 


Burpuoc 


*sainped. 


Suipuodsasi07 


“queued 
“XY jo aanjesoduia | 


% 
x 
~~ 
7 
U 
= 
> 


) Jo aany 


“spay | ‘spay | i . 
ul awry wolf ul out, jusuitsiedxy Bur 


jo "quar Jag yqoeg peuny jo "juad Ig 


wolf “UONBINIES jo “ue ) 49d 
4 eq peuin | ul Aupruiny aAnel w am] ‘oo ul uoresodea f 


‘yuautuedxy jo "ON 


-uo 


“IOULNO’) “LNA WIMEdX 


‘UID g 03 § uopoyjarg {*wo £ 0} z Dupy tyyWwWuUeT ‘et90C] *O “A WI peurojiod 


“pay? ay? DO 


219M paiiejs sjuoWIedxy “JA PUe AT SaTqe} Ul UMOYS 2504} SUIPNOUT sj[O1}UOD [|e jo SaBRIIAB JIB S[OIZUOD ay} JO SasBVsIWAY 
‘yeadde « pue g a10yM daoxe “ul OZ pase] sjuauitiedxa ay] 


“ur oz ‘pz ay) st gq6 fimoy ue 10 ‘ulm OF pazse| sjuouiadxa assay. 
y ay} WNoyIWM JaquiNu sues ay} Sulseeq squauedxe ay} Ul pasn syeNprArpul 


‘o}a ‘yS 3dxa ur pasn asaM § Jo s[eNpPIAIpurT [O1QUOD ay} “FT "a—:V 
‘ur Jad siazt] QI 03 ZI MOLY 


ay? YUM pauojiad a1aM Y 19732] 84} pue Joquinu e Sulreveq squswedxe ayy «= PasN a1aM STeNPIAIpul 9eI4L 


jO suoI}9v—1 BY} Bulmoys 


co 
w ‘ginjsioul 1aydsourjze jo syuNOW JUsIayIP Aq peonposd saMmod Zunjesodeas jo sUapess 07 speuyue ysa10j YS!OUT j 


‘| a1aVL 





| zo piqeiey =i 





96 Lh" t£'o | zo’ :asBIVAY 








g6 09'0 y°'0 | ZO’ z9 
gO 06°0 sho | Zo" 9S 
- oS‘o - zo" ZI 
g6 0g9'0 10° “6 
06°0 |} 10° qo 
06°0 f : ‘sss prapquog = 6 


I 
I 
I 
I 
I 
o 


A 





0 


“A 
Zurpuodseaii0’) | 
“UNI PIW 

wnIpeyy 


“WnIpay 3 
*ys10]q 03 
SZurpuodsaii07) 
‘why 0} 
Surpuodsea.i07) 
*199S10 FY 0} 
Surpuodsaii07) 


Zurpuodsai07) | 


*sarnedc 


*yuautued 
“xy jo aunjesodua | 


“Spay L spare wo | «yoreanyeg jo *3U97) 49 
ul out] wor ul WILT, MOI] ! wes J aD Pd 


jo "1u97) 9 yorg peuiny, | jo “qua 19g yovg peuiny, | ut Ayprunpy ene y 


*yuoutuiedxy jo "ON 


REACTIONS OF 


~uo*) jo aanyesaduia |, 


“1OWLNOD LNEWIMBAX | 


‘panuyuoy — |] AAV], 





VICTOR E. SHELFORD. 


= 20 
f the 


move- 
ed with 


1 , 77 e rm (mast 


cries Dlg ie 
{UT a “ot 


vith Chart 


iphibians that 


Control 76 
yidance 
forth 
wi 


associa 


“nar 


” The av 


A AW nal AT 
Te Coat ot 


(3) Bufo—Air-Temperature 
oe 76 
The difference is 


similar conditions by two ar 


evaporating power. 





or 
rs and at night. 





Control 47 
gl 
of the sz 


» to air of hig 


i 


of , Bufo t 
oidanc 


~ 
= 

= 

D 

= 

x 

= 

r) n 
~ 

< 

l 

= 

s 

~~ 

— 

~ 

* 

~~ 


yut on cloudy da 


ml 
H. Ny f a test 


aa 


Experiment 47 
on 


me 


The reacti 





negative react 
was a little 


i's 


Control 23 


ar. 


der cover and cc 


Shows the 


(2) Bufo—Dry Air 


ives a good idea of the relative av 


ving air is cl 
he avoidance 


id the day ur 
ference. 


)g 


/ 


Experiment 23 


Tz] [ry] [s[s[s] Je 


Cuart II. 
dry and m« 
usually spe 
habitat pre 


ments and 
I. (p. 8 





n 
2 
= 
_ 
Z 
< 
= 
3 
n 
Z 
g 
: 


‘dieys st o1njesadura} JayS1y ay} JO BUepPIOAR ay, ‘Are Bur 
-AOuI pue Aip ay} ul sAejs ZIOYs pue 97ze1 UOT}eIOdeAD Ysaysty ay} JO ArepuNog ay} 3B UOT}eIISaY Aq pooedar 
are sSuyusn} {zUeptAo SI are Suraour pue Arp ay} woIs sBuyuIN} jo JaquINU |[eUIS BY, = “MIADJWOY YM szUJUITIEd 
-X9 Ul 31Nn}e1adUI9} 07 UOTIO¥aI Jad IeYs B PUL SsaUAIP pue JUIN 0} UOTIORAI JO AZIepIUTTS BUIMOYS *]]] LAVHD 


tz 


\ 
) 


a 
t IL 


we 
Frseeeder 


® 


V 
f\ 


an 

R 
Eo 
LIV 


TCR 
(| 
f 


“Yi 
a 
\ 


Ul 


NW | 


d 


\ 


TY 
H 
/ | 


2 
2 


setloece denise 


\ 


2 
COON POePnp eC eenpeeeeeTeOt tapes 


t} 
i 


A 

Th 

i 
1 AZ] 





SS jo1qU0D 
ainjesodway iry- 





S$ quoups0dxy 


BLIe}UOY 


_L\ VA 





eA 


{li 


l 


1th 
T 
| 


ane 


IY, 
aN 


u 
i 


69 [o1}U0D 


WUILNG ary 


46] 17] [22 


69 quautlIedxy 
elieju0y 


rN 





9$ jO1WU0>D 
ary A1c 


[21 tool wl <1 


gS quoutiedxy] 
[—e1e U0 














VICTOR 





92 E. SHELFORD. 
belonging to the anurans. Ina few experiments with Chrophilus 
nigritus, it was found that this frog possesses a similar set of 
reflexes. 

The ground beetles (Pterostichus adoxus (1) and pennsylvanicus 
(2) were very sensitive to the dry air, P. pennsylvanicus par- 
ticularly so (Expt. 14, Chart V., p. 97). Here two specimens 
of pennsylvanicus tried the dry air a few times and then began 
to hesitate and turn back. The individual of adoxus was less 
active but after one trial of the driest air and one turning from 
the medium, came to rest in the moist air as did the pennsylvanicus 
after a number of trials and turnings and at the end of fifteen 
minutes. The loss of the stock of pennsylvanicus necessitated 
the repetition of the experiment with adoxus alone. In the 
second trial, the beetles when put in the center dashed lengthwise 
of the cage once and by chance all bunched together in the driest 
air, due to thigmotaxis and gregarious tendencies. Soon they 
became very much stimulated and single individuals dashed to 
the moist end of the cage and back with great speed. This 
bunching interfered with the reaction and at the end of the 20- 
minute period only two had worked out a preference for the 
moist air. 

Fontaria was clearly stimulated by the dry air after less than 
five minutes exposure in the observation tubes. The individuals 
in the medium air showed less activity than those in the driest. 
Individuals in the moist air remained quiet most of the time. 
In most cases in the gradients (Chart III., Expt. 56, p. 91) the 
Fontarias entered the driest air a number of times and then 
began to show greater activity in the dry end, to stay a 
shorter time there, to hesitate upon entering, and to turn back 
occasionally. Their reaction to the dry air was clearly negative 
as shown by a time preference for the moistest air, and the 
haltings and turnings even, though the ability to orient in the 
gradient seems poorly developed. 

Snails and slugs are not good for gradient expeziments of short 
duration because of their sluggishness. The slug (Philomycus 
carolinensis Bosc.) was usually inactive in the moist air but quite 
active during the first half hour in the dry air. Here the ten- 
tacles were withdrawn in less than five minutes and remained so 
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until death ensued. Inactivity or very slow movements were 
characteristic of the second, third and fourth half-hour periods. 
Marked reduction in size was evident in about two hours. They 
died after two and one half hours. 

Comparable results were obtained with several snails. Polygyvra 
thyroides Say, when active at the time put into the observation 
tubes, behaved as follows. In the moist air activity continued 
intermittently. The animals retreated into the shell from time 
to time and usually remained stuck to the side of the tube for 
half an hour or more. In the dry air withdrawal into the shell 
followed in five minutes but partial extension sometimes con- 
tinued from time to time during the first half hour. In one 
individual, a fresh epiphragm was formed at the end of two hours 
and shrinkage and withdrawal into the shell continued during 
several hours of observation. Polygyra palliata Say behaved 
similarly. Active individuals put into dry air became inactive 
but more quickly than thyroides. When put into the tubes in an 
inactive state and with strong epiphragms no activity occurred 
in either medium or dry air. In the moist air the foot was pro- 
truded after 45 to 55 minutes and creeping began after 70 minutes. 

On one occasion specimens of several species were taken from 
the same stock jar and placed in the moist air together, with the 
following results: Polygyra palliata Say and P. thyroides Say 
became active in 10 to 20 minutes, Pyramidula alternata Say 
in 80 minutes, Polygyra fraudulenta Pit. showed no activity at 
the end of three hours and forty minutes but was found moving 
14 hours later, a night having intervened. The experiments 
were carried far enough to show that activity may ordinarily 
be induced in faint light by air nearly saturated with moisture 
but it is clear that other factors are concerned because occa- 
sionally it is not induced and when so, frequently does not 
continue. 


(b) Sand Dune Animals. 


Of the sand area animals studied, the common toad is least 
characteristic of sandy situations because toads belonging to the 
same species are found in moist woods, and because toads 


of the dunes breed in the pools and not on the dunes. 


94 VICTOR E. SHELFORD, 


Furthermore these toads are probably physiologically dif- 
ferent from toads of moister situations. The toads are the 
only sand animals used that clearly avoided dry air. The 
stimulation was less marked than that of the wood frogs and 
was not accompanied by striking or characteristic reflexes. 
Activity was greater in the controls of gradient experiments 
where uniform current was used than where still air was used 
(Chart II., Expt. 23, p. 90). In the gradient the toads were 
negative to drier air (Table III.) but turned back much less defi- 
nitely than did the salamanders. Rapid random movements 
appeared to be characteristic. The ability to orient in the 
gradient is poorly developed. 

The spiders (Geolycosa) appeared not to be affected by the moist 
air. When observed in the tubes, no differences between the 
individuals in the different conditions could be noted. In the 
gradient experiments (Table II.) a positive reaction to dry air 
was clearly shown when the spiders were induced to move about. 
It was necessary to select individuals of the same sex and of 
about the same size, as these animals manifested a very striking 
repulsion for one another and when one spider came near to 
another one or both darted away with great speed. Thus when 
one spider moved, three being present, more movement usually 
resulted and if none of the spiders was killed in combat the 
experiment resulted successfully. In many cases however, espe- 
cially when differences in size or sex occurred, some of the 
spiders usually were killed before the experiment ended. Experi- 
ment 29, Chart IV., shows a typical graph characterized by the 
erratic dashes made by two individuals when meeting. 

The digger wasps (Microbembex) were likewise slightly posi- 
tive (Table II.) to dry air, though their chief reaction was dig- 
ging (Chart V., p.97). The digging reaction took place in the 
medium and moist air but not in the dry. There was no special 
activity in the dry air. In Chart V. the reaction of three indi- 
viduals in a gradient is shown; the crosses indicate that the 
wasp was digging at the half minute opposite which the cross 
appears. It will be noted that the crosses are all in the moist 
and medium sections. 


A few experiments were tried with grasshoppers from sand 
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Microbembex—Dry Air Pterostichus—Dry Air 
Experiment 33 Control 33 Experiment 14 Control 14 
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Cuart V. Compares the reactions of a diurnal dune animal (Microbembex) 
and a nocturnal beech forest animal (Pterostichus). |The two differ both in habitat 
preference and daily habits and the graphs are strikingly different. The crosses in 


tracings for Microbembex indicate that the animal was digging at the half minutes 
indicated opposite. 


areas but they rested in one position, the depth of the cages 
not being sufficient to enable them to hop. The bronze tiger 
beetle (Cicindela lecontei Hald.) was tried and gave a negative 
reaction to air evaporating 1.2 c.c. in 20 minutes (3.6 c.c. per 


hour) and a positive reaction to air evaporating 0.52 c.c. per 20 
minutes (1.56 c.c. per hour) produced by heat and current. They 
were so active that it was necessary to take readings of the number 
in each third every ten seconds. 


2. Rapidly Flow Air. 

The rate of evaporation is markedly influenced by rate of 
flow, and particularly there is a marked difference between a 
barely measurable movement and a very slight breeze such as 
.52 meter per second (1.1 miles per hour). Table III. brings 
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out these relations in a rough way. More accurate results were 
not easily obtainable because of the difficulty of controlling 
humidity and temperature and accurately measuring the flows. 
It will be noted that a doubling of velocity was accompanied by a 
doubling of evaporation only in the cases of .052 and .104 meter 
per second. A breeze of .208 meter per second can be distin- 
guished by the skin of the hand but usually lesser flows cannot. 


TABLE III. 


Showing the relation of evaporation to the rate of flow and to relative humidity 
under the experimental conditions, together with the relative rate of increase of 


evaporation and velocity. (0.52 meter per sec. equals 1.1 miles per hour, 0.68 


equals 1.5; 0.10 equals 0.2.) The equipment is not accurate enough to make this 
more than a general guide. Pressure was not read. 


Approxi- Relative Ratios. 
Approximate Approximate |mate Evap- Tempera- | Humidity 
Flow in Liters Velocity in oration in ture in in Per Cent. Increase 
per Minute. Meters per Sec.) c.c. per Degrees C. | of Satura- ncrease in 


: in Evapo 
Hour. tion. Flow. 


ration 


-O12 
-026 
-052 
-104 
-208 
-410 
-520 


KH HHH NWN WN 
oN NNN NN 
NNN WN NS 

° 


oe 
lpununnunnn 
nw awww 


-104 ‘ 19. 
.680 3- 19. 

15.6 -104 P 18. 

31.2 -208 3 18. 


Average: -104 5! 20. 


49 1.0 


-208 I! 20.1 49 1.35 


Compare with Schierbeck ('95), p. 221. Changes in rate of flow give greater 
difference in evaporation below .208 meter per sec. than above. Schierbeck’s 
table gives accurate data from .88 m. per sec. to 4.23 m. per sec. for exposed water 
surfaces (see Livingston, G. T., '08, 09). 


(a) Physiological Effect and Reactions. 


The same species were studied and the same general physio- 


logical effects noted as where the difference in evaporation was 
due to dryness. Only slight evidence of mechanical stimulation 
occurred in the case of Fontaria in the gradient. The sala- 
manders showed the same kind of activity and symptoms of 
drying in the rapid as in the dry air. The animals pushed 
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against the glass cover more often than in the dry air. This 
occurred in the cases of Geolycosa and the salamanders. Table 
IV. shows a greater degree of positiveness for moist than for still 
air (see Charts I. to IV., pp. 87, 90, 91, 95, central graphs). 


3. Warm Air. 

Table V. shows the effect of raising the temperature upon the 
humidity and evaporation. The difficulty in manipulating this 
sort of experiment lies in the fact that the atmometers and the 
water in the burettes should be at the same temperature as the air 
used, if resultsecomparable to those at room temperature are to 
be obtained. This was accomplished approximately, for the 
purpose of obtaining the data presented in Table V., but the 
equipment was faulty and the table is probably only sufficiently 
accurate to give a general idea of the effect of raising the tempera- 
ture. Arise of 15° to17° C. is required to double the evaporation. 


TABLE V. 


Showing the effect of raising the temperature upon humidity and evaporation 
under the experimental conditions. Air pumped from a dry greenhouse. Flow 
15.6 liters per min.; velocity over the evaporimeters about .104 meter per sec. or 
0.2 mile per hour. 


Unwarmed Air. The Same Air Warmed. 


, r Relative 
empera- Humidity in Evaporation ix the Tempera- Humidityin 
ture in De- Per Cent. of) in c.c. per ‘re in De- ture Per Cent. 


_ grees Saturation. Hour. _ grees Increase. of Satura- 
Centigrade Centigrade. tion 


19 37 . 30. 
14.5 35 “ 25-5 
22.6 37 . 27.5 2: 
22.0 37 J 32. I 
22.0 32 .€ 38. I 


I 
I 


(a) Physiological Effect and Reactions. 

The effect of increased evaporation due to rise of temperature 
is more marked than when the evaporation is due to movement 
or to dryness. This is probably due to the fact that animals 
are quite sensitive to temperature alone although the tempera- 
ture of either air or water has rarely been varied alone and a 
part of its supposed effect may be due to increased evaporation 
in air or to decrease in gases in solution in water. 
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Plethodon cinereus is quickly affected and over-stimulation and 
coiling appear within one minute while in the dry and rapidly 
moving air from two to ten minutes are required to bring aBout 
the same result. All the activities and symptoms of loss of 
water are the same as in the dry air (p. 86). In the gradients 
(Table VI.) one of the graphs shows less clear avoidance of the 
hot air due to over-stimulation and some loss of correlation in 
movement. Otherwise the reactions were entirely similar. No 
temperature experiments were performed with P. glutinosus but 
the difference in behavior in hot and dry air in the tubes was 
comparable to that of cinereus. 

Rana behaved exactly as in the dry air in the experiments, 
with only five degrees increase, but the graph of the gradient 
experiment with ten degrees difference is like that of Plethodon 
as a very clear orientation occurred. 

Fontaria showed the greatest difference when compared with 
the dry air. The activity was much greater in the hot than in 
the dry or moving air. Movement in the tubes was increased 
six times with an increase of 8° C. In the gradient a distinct 
orientation occurred, the animal turned back upon encountering 
the hot air. This was a decided difference from the reaction 
to dry and moving air (compare graphs of Chart II., p. 91). 

Some of the toads showed stimulation in the hot air. Activity 
was increased in the tubes and in the gradient experiments some 
of the individuals tended, to hop back and forth in the warm end 
(Chart II., Exp. 76) and only a weak negative reaction resulted. 
The detailed behavior of Geolycosa was not markedly affected 
by the difference in temperature and a slightly positive re- 
action was given. Cicindela lecontei was likewise positive in the 
gradient (see Table VII.) but in the tubes showed a greater 
tendency to “‘clean’’ the legs and antenne while in the hot air. 


4. Death through Evaporation. 


All of the animals studied may be killed by loss of water. 
The results are given in Table VII. It will be noted that where 
records of size were preserved, the smaller animals died from 
loss of water much more quickly than the larger. This is perhaps 
due to the fact that the surface is greater in proportion to the 





ozz'z ey j:::**AIq| oor *** = psoakjoay 


ofg'r | O'6€ | .yuoy ase Ay 

| 
098'r | pees oor |° a. 
00g‘I oor 











Oof'T F . oor 
‘ajAqsoun og ' vs6 
0} asou wOIZ sy uaT{\ F > | $Sr ' $1 





0°O |**(08) 70H} 98 
fr '***spurm! £6 








a3e IDAY 





36 ” 
S6 snsoutny3 *J 





” See iW ie--.s ” 
*poy[ry auou f*sqo ‘utu oT (01) 7087] fe |°** Be 
‘aIpP JOU PIP wWINIpsy ' “***puIM!) L6 (*°***** *SsMnasaust? ‘J 


AN 





a3e Ay 








L6 
L6 
*quo1ins 
ou faqn} ay} ul Aep jxou ‘py O1 
peiq ‘uwooU je pez1ezs uauITIedxy | , . ‘ c 3 : is = } : 
. zg = s : 


me ils ” ” 
QI |** Sna4aut? uopoYyjad 


ACTIONS OF 


+ 


RI 


° 
© 
os 
ae 
4 
* 


our 
uonviodeay 
*so7n 


“uly Ul aul L 
yo UI 


“sonar 
ul euly 
one 
“saan 
uly ul our L 
uoneiodeay 


*poyiew ‘satoedg 


uoneiodeay 


SyIVUIIY 


wid Ul qIdue'y] 
“Wd Ul Yue] 
“Wo Ul Quay] 


“sy *TeULION *PrIq] pasodxy ‘paid 


uoneviodeay Mo ‘ odeaq ary 


YY? TIP] 07 posmber uoresodead jo szunoure dAtejel oy} pue ourt) JO Yue, VAI}eTeI BY Zurmoys 


‘TIA AMV 









104 VICTOR E. SHELFORD. 


volume in the smaller animals. 






















We note further that the animals 
die after a smaller amount of evaporation when the rate is slow 
than when it is more rapid. Since the loss in weight of the 
animals was ‘not determined, it is impossible to state whether 
it is directly due to differences in the rate of evaporation from 
the animal and from the atmometer, or to concentration of 
the body fluids beyond a point compatible with life which 
resulted in death after a time no matter whether evaporation 
continued or not. It was noted that after the skin had become 
dry, the amphibians did not recover even when put into water. 
However the most remarkable fact brought out by the table is 
that the animals died more quickly from evaporation due to 
rapid movement of air thandue todryness. The same is true of 
evaporation due to higher temperature. Bufo survives longer 
than Rana. Of the arthropods Pterostichus (ground beetles), 
Fontaria and Geolycosa die in the order mentioned. The beetles 
died 22 hours after the beginning of the exposure. 






















V. 

The general problems involved in the results which have just 
been presented are among the more complex of physiology. 
The relations of the various species studied to their environments; 


GENERAL DISCUSSION AND COMPARISON. 


the relation of kind of integument to survival time in dry air; 
and the question of reaction and irritability make necessary a 
rating of the different species and a discussion of the results of 
previous workers on the physiology of water starvation. 


1. Rating of the Species Studied. 


In order to make comparisons it is necessary to estimate the 
degree of avoidance of air of the high or low rate of evaporation. 
In the main there are two indications of reaction; (a) time spent 
in the two kinds of air (halves of the cages) and (b) number of 
turnings back, upon encountering the avoided air. When both are 
expressed in terms of per cent. of total and the two regarded as 
of equal value, ratings can be obtained as indicated in Table 
VIII. (Shelford and Allee, '13). Since the ratings are based 
upon a small number of experiments, they can be taken only as 


tentatively representing the relations of the animals to the rates 
of evaporation. 












REACTIONS OF ANIMALS. 


TABLE VIII. 


Showing the rating of the different species studied when the turnings back from 
the modified air and percent of time in the two halves of the experimental cages 
are regarded as of equal value. The ratings are obtained from the percent of total 
turnings from the halves and the percent of time in the halves. The differences 
between the two percents in each case were added and divided by 2. When the 
greatest number of turnings is from the end in which least time was spent the 
turnings and time are of the same sign (+ or —). 


Controls. Experiments. 


Evaporation Produced by Average 


‘Temper- 


Dryness. Movement. 
ature. 


Species. 


No. Expts 
No. Expts 
No. Expts. 
No. Expts 





Plethodon cinereus + 3.0 

= glutinosus 2\|* 7.0 
Pterostichus I 11.0 
Rana sylvatica 19 |* 1.5 
Fontaria corrugata.......|10 = 6.0 
Bufo lentiginosa 9 = 8.0 
Microbembex........... 6 += 1.3 
Geolycosa sp 7 10.0 


—7I1 
—88 
—72 
—68 
—43 
—46 
+ 6 
+18 


ROR OU H HM 


2. Comparisons. 


(a) Integument.—An inspection of Table VII. shows that the 
animals killed by rapid evaporation fall into two distinct groups: 


(a) those dying with an evaporation varying from 0.07 to 5.40 


c.c. after an exposure varying from five to one hundred and 
sixty-five minutes, and (6) those dying with an evaporation of 
31.0 to 42.0 c.c. after an exposure of from 1,300 to 2,200 minutes. 
The first group is made up of soft-skinned amphibians, the second 
of chitin-covered arthropods. Even though the arthropods were 
much smaller (Hill, ’06, p. 267) they lived from eight to four hun- 
dred and fifty times as long as the amphibians. The loss of 
water through a tracheal system should be at least as great as 
through lungs; the difference is probably primarily due to the 
character of the integument. 

(b) Reaction, Survival-Time, and Habitat Preference-—A com- 
parison of Tables VII. and VIII. shows that in general there is a 
rough relation between survival time and reaction among animals 
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with similar integuments. Of the amphibians, the Plethodons 
died in dry air in 58 min. (cinereus) and 87 minutes (glutinosus) 
and are rated respectively at — 72 and — 85; Bufo died in 160 
minutes and is rated at — 32 (compare charts I. and II.). Of 
the chitin-covered animals Pterostichus (Chart V.) is rated at 
— 72 (single experiment) and died in 1,300 minutes; Fontaria at 
— 60 died in 1,830 minutes; Geolycosa rated at + 15 died in 
2,200 minutes (compare charts III. and IV.). 

The ratings given in Table VIII. clearly fall into two groups 
which are habitat groups. The Plethodons, Fontaria and 
Pterostichus were taken from the surface of the ground under the 
leaves and in a primeval beech forest; Geolycosa and Microbembex 
(+ 6, see Chart V.) are regular residents of the driest open sand 
areas. The toad is an incidental resident of the sand area. A 
comparison of Tables VII. and VIII., shows that while a relation 
exists between habitat and survival time it is confined to animals 
with similar integuments. No such relation exists when one 
entire habitat is compared with the other habitat group. Omit- 
ting the toad, we find that the regular breeding residents of the 
two habitats (beech woods and open dunes) differ in sign and 
degree of reaction in a manner comparable with the difference 
in physical conditions of the habitats (Shelford, ’120). Distri- 
bution is then not a life and death matter for adults but a matter 
of behavior reaction (Shelford, ’11, ’12a, '12b; Shelford and Allee, 
"12a, 12d). 

A further comparison of the different species given in the 
table shows important relations to vertical conditions of forest 
developmental stages (Yapp, ’09; Sherff, 12; Shelford, ‘12a; 
Fuller, 12). The wood-frog spends much of its time during the 
day hopping about the forest floor. P. cinereus lives more of the 
time beneath the leaves and is clearly more sensitive to evapora- 
tion. PP. glutinosus occurs in the beech woods proper in numbers 
only in moist seasons; ordinarily it is confined in ravines where 
Fuller (’12) found the average evaporation per day for the season 
to be 1.5 c.c. less than at the surface of the forest proper. Since 
glutinosus occurs in moister situations than does cinereus, the dif- 
erence in the sensitiveness of the two species is related to habitat. 
The habits of Pterostichus are not well known; the species studied 
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appear to be inhabitants of moist woods. Fontaria however 
while living under the leaves of the beech woods is most common 
in earlier forest stages (Shelford, ’12) where the evaporation is 
1.0 c.c. or more per day greater. It is clearly less sensitive to 
evaporation than Pterostichus. Microbembex and Geolycosa are 
confined to open sand situations. 


3. Physiology of Water Withdrawal and Water Starvation. 

Tiedeman (’36) described the symptoms of great thirst experi- 
enced by travelers in the desert. The first thirst is followed by 
dryness and smarting of the throat; next the respiratory action 
is increased and later long deep breaths alternate with hiccoughs; 
hoarseness occurs and is followed by loss of speech; the pulse is 
quickened; the skin becomes dry; the muscles become weak and 
a feeling of great fatigue ensues with staggering and labored 
movements. The thirst then becomes maddening and loss of 
consciousness usually follows. Hill (’06) states that with a loss 
of ten per cent. of his weight in water, a man usually dies. The 
study of the phenomena of water starvation dates from the 
beginning of modern experimental physiology. Some of the 


early experiments in physiology were water starvation experi- 
ments on birds and mammals. Schuchardt (’47, see Noth- 
wang, ’92a) found that pigeons fed on air-dry grain but deprived 
of water died in about eleven days. Scheffer (’52, see Noth- 
wang, ’92a, pp. 275-276) describes some of the symptoms of 
death by water starvation in pigeons. During the earlier part 


of the experiment there was great unrest and excitement accom- 
panied by characteristic sounds. This gradually passed off and 
the animal became quiet and did not notice the surroundings 
or respond to stimuli. Northwang (’92) summarizes the earlier 
literature. He studied the dry weight of fat-free tissues of 
water-starved birds and found that it was increased. He came 
to the conclusion that death from want of water resulted from the 
accumulation of splitting products in the cells, due to the lack of 
sufficient fluid to remove them. The results according to this 
view should resemble fatigue, which may account for the fatigue 
symptoms which accompany water starvation. He states that 
fat animals resist lack of water better than those without fat 
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because fat can be easily split to yield water. Pernice and 
Scagliosi (’95) worked upon the histology of fowls which had 
died of water starvation. They state that atrophy of the adipose 
tissue, muscles and abdominal organs occurs. There is also 
congestion and drying of the abdominal viscera. The authors 
found that the structural elements of the tissues, including the 
nervous system, had atrophied. They came to the conclusion 
that the possible water fluctuation of the animal tissues is very 
small and whenever a cell’s water content passes a certain limit, 
death ensues. 

All animals produce some water through the oxidation of the 
hydrogen in their food. According to Atwater (Hill, ’06) man 
produces about one third to one fourth of the amount of water 
which he gives off through the skin and lungs. Mathews (13) 
called attention to this fact in connection with the adaptation 
of reptiles to desert conditions. Burger (’07) studied the water 
relations of the meal worm (Tenebrio molitor) when kept in dry 
air and fed on bran which had been dried at 105° C. He con- 
sidered that the animals were in essentially absolute dryness. 
Here they lived for weeks but lost weight. He found however 
that the per cent. of water in the animals remained practically 
the same until after death and came to the conclusion that the 
insect larve could not use their food to produce water and so the 
living substance itself was used. No doubt the food taken pro- 
duced water but this was not sufficient in quantity. The most 
important fact brought out was that the per cent. of water re- 
mained about the same in spite of the extreme dryness and rapid 
loss of moisture. 

No mechanism to prevent loss of water exists in the common 
frog; its water demand is supplied through the skin. Durig (’01) 
found that the common European frog died if the loss of water 
was rapid when 15 per cent. of the frog’s weight was withdrawn. 
If the drying was slow the frogs could lose 30 to 39 per cent. of 
their weight in water without dying. When the weight was re- 
duced to 61 per cent. the blood corpuscle count was increased to 
21% times the normal. 

We note from the changes in activity due to withdrawal of 
water, inactivity brought out in the preceding pages, that there 
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was usually increased activity (period of heightened sensibility) 
followed sometimes by erratic movements (period of over-stimula- 
tion), which was followed by depression, apparent fatigue (the 
depression period). The first and last periods were always 
evident. The second in some cases only. 



















(a) Heightened Sensibility. 

The irritability of the animals is evidently increased by a small 
loss of water, as indicated by the periods of heightened sensibility 
and over-stimulation referred to on page 86. The same phe- 
nomenon is shown by the increasing avoidance of the air of high 
evaporating power after several entrances into this air. The 
increased sensibility is probably due to the concentration of the 
blood and tissue fluids. Dr. A. P. Mathews and Dr. Carlson have 
both informed me that when muscle preparations dry during the 
usual study, contractions and twitchings result. Clearly the 
drying of the surface of muscles may not only increase the con- 
centration of the ions but may also interfere with neutrality. 
In the gradients and in the killing experiments the skin of the 
amphibians clearly dried slightly in the dry air. The same is 
probably true of the sense organs and tracheal surroundings of 
the arthropods. The CO, output may be interfered with by the 
drying (Krog, ’03, ’04; Winterstein, 12). An increased concen- 
tration of CO, may be a cause of the increased irritability, as 
Waller (’96) has found that a very small increase of this substance 
increases activity of nerves. 

Carlson (’06) and Meek (’06) secured decreased vigor of con- 
traction in heart and other muscle preparations by the with- 
drawal of water by means of sugar and glycerine solutions 
and increased it by diluting the isotonic solutions surrounding 
the preparations. The cause of the decreased irritability in the 
case of water withdrawal by hypertonic solutions, is not so 
apparent and an explanation is not so easily reached, especially 
when we consider the fact that Paramecium gives the avoiding 
reaction when water is withdrawn by sugar solution (Jennings, 
06). Still the water withdrawal may have been so rapid that 
an increase in irritability was overlooked because of its transi- 
tory character and only the depression period which follows 
noted (see below). 
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In the case of bark beetles Hennings (’07) found that dry 
air increased metabolism and some of their activities. This is 
probably true with reference to an optimum, as moist seasons 
usually favor insects. The problem is a complex one and much 
data must be accumulated before a solution can be reached. 
Headlee (’13) found that the rate of metabolism of bugs feeding 
on succulent plants was not increased or modified by variations 
in moisture. 


(b) Period of Over-stimulation. 


This probably results from the loss of skin action through 
drying, in the vertebrates. It took place in the amphibians 
when the skin became quite dry; it did not occur in the arthro- 
pods. Skin respiration is important in most of the amphibians, 
birds and mammals. Sheffer’s pigeons passed through a period 
of unrest preceding inactivity. 


(c) Period of Depression. 

The period of depression came on gradually in the arthropods. 
In the case of Plethodon glutinosus when the experiments were 
continued for more than 20 minutes, the animals sometimes came 
to rest in an apparently fatigued state, in the medium or dry 
air and died in that position. Durig found that the irritability 
of the muscles (’01) was decreased (latent period increased) and 
that rate of conduction of nerves (’02) was decreased in the case 


of frogs that had lost from 8 to 30 per cent. of their weight in 
water. 


4. Importance of the Evaporation Rate. 


The work on the physiological effect of evaporation from the 
bodies of animals, has been confined chiefly to the warm- 
blooded domestic animals and man. The loss of water from the 
human body was early noticed by Hippocrates and by Galen. 
Chalmers (1776), Seguin and Lavoiser (1789-90), Abernathy 
(1793), and Sharling (’42) all appear to have noted water output 
from the body or lungs. Weyrick (’62) studied the loss of water 
from the body, Reinhard ('69) found that the water loss was 
dependent upon temperature, humidity, wind, velocity and 
pressure. These factors control evaporation (see also Falck, ’72; 
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Erismann,’75). Rubner (’90a, ’90b, ’90c) found that the rate of 
evaporation was of much importance in connection with the 
factors pointed out by Reinhard, in determining the metabolism, 
and general heat regulation economy in men and dogs, and with 
Cramer (’94) the effect of hair covering and of sunlight upon 
water loss and heat regulation. Schierbeck (’95) discussed 
methods of measuring the effect of atmosphere upon organisms. 
He found that the evaporation varies as the fourth root of the 
wind velocity. His conclusions regarding the measure of climate 
have been borne out by later workers: “ Bei der Beurtheilung des 
Einflusses eines Klimas auf die Warmeregulirung des Organismus 
und bei der Beurtheilung der austrocknenden Wirkung desselben 
sowohl auf den Organismus als auf leblose Gegenstinde ist das 
Hauptgewicht auf die Geschwindigkeit der Verdampfung zu 
legen.”” Wolpert (’98, ’99, ’02a, and ’02b) studied the effect of 
moisture on laborers, the effect of oiling the skin on water loss, 
the influences of evaporation upon the skin, and the influence 
of air movement upon water loss and carbon dioxide production. 
Up to 25° C. the latter was increased; at higher temperatures 
decreased. Haldane (’05) worked upon the effect of high tem- 
peratures on man and found that the discomfort was due to 
a rise in the body temperature. The ill effects were partially 
prevented if the air was kept moving thus increasing the evapora- 


tion. Hill (’06) summarizes the important work on the subject 


of water relations and heat regulation. The heat regulating power 
of a mouse fails at 24—25° C. (p. 269) in a saturated atmosphere, 
due to rapid loss of heat, and the animals die from cooling. In man 
it fails at 29° C. in a saturated atmosphere and if he is active and 
clothed, he suffers from overheating; at 37° and in the absence 
of clothing any exertion is practically impossible. In a dry air 
a man may sit for a time at 100° C. Sutton (’08) states that 
heat stroke occurs only in a very moist atmosphere (see also 
Osborne, ’10). Aron (’11) working on men and monkeys, found 
that death from exposure to the tropical sun in the Philippines 
was not due to any effect of the tropical light (Angstrom, ’99; 
Woodruff, ’05; Caskellani and Chalmers, ’10), as had commonly 
been supposed but to an overheating of the body. This could 
be prevented by shade or by air currents which raised the evapo- 
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ration. In conclusion he states: ‘‘My experiments demonstrate 
the enormous physiological and hygienic importance of ample 
water evaporation in the tropics.” 

Hill states that the increased blood count in mammals in high 
altitudes and balloon ascensions is due to the transudation of 
the lymph out of the peripheral vessels from which the sample 
is drawn. Cronheim (’12) however insists that loss of water 
through the lungs and through evaporation is the factor; no 


doubt both are correct in a measure. Reduction of pressure 


increases evaporation (Nothwang, ’92). 

While from the standpoint of irritability little has been done 
there is an excellent experimental basis for a statement of the 
factors controlling the distribution of warm-blooded animals. 
The importance of any factor on the distribution of animals is 
its importance in the life of the animals. From the literature 
cited and from other literature included in the bibliography it is 
evident that in the case of mammals temperature data have little 
significance unless the humidity is known. Neither of these 
can be interpreted without a knowledge of the pressure, isolation, 
and wind movement. The experimental foundation for the 
consideration of all these factors was clearly laid down by 
Reinhard (’69) and Rubner (’90). The best method of express- 
ing them climatologically was stated by Shierbeck (’95) as the 
amount of water evaporated. This does not mean that records 
of the separate factors involved, namely, temperature, pressure 
humidity, isolation, wind movement, etc., should not be made 
but rather that the best expression of their combined action is 
the rate of evaporation. 

The striking similarity of reaction and survival time to similar 
rates of evaporation on the part of the animals regardless of 
whether due to dryness, heat, or velocity speaks very strongly 
for the measure of evaporation in connection with cold-blooded 
animals. It is a noteworthy fact that the relation of warm- 
blooded animals to climatic factors had been observed (Living- 
stone,’ 58) and experimentally studied (Reinhard, 69; Rubner, '90) 
before Merriam (’90, ’94, '98) published his theory of tempera- 
ture control (see Swain, ’05; Craig, ’08; Roosevelt, 10; Mathews, 
13). He made a most important contribution in his emphasis. 
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of the breeding period. However there is no good evidence that 
total temperature above an arbitrary minimum is more significant 
than is total pressure, total sunshine, total wind movement, or 
(Walker, 03) total humidity. All must be considered together. 
Temperature control has ‘‘worked” in the mapping of distribu- 
tion just as any theory whatsoever will work for some species 
be it concerned with a wandering pole or an Atlantis. The 
facts and causes of distribution are much more complex than 
the temperature control assumes. While all facts of distribution 
are worthy of explanation, the biological processes concerned 
are of vast importance for they include the most complex 
problems of biochemistry and life phenomena. The increase 
in irritability shown by the animals studied, the remarkable 
water-regulating power of the meal worms, brought out by 
Berger (07), the quick regulatory changes of the mammals, 
and other responses to the physical environment (including the 
surrounding medium) open many new problems to the biochemist. 
Our explanation of the phenomena concerned must accord with 
the facts of relations in nature as well as with the results of the 
laboratory experiments. Experimental ecological investigations 
give promise of contributing as much toward the solution of 
some of the broader biological problems as will the investigation 
of subjects in fields where speculation has added interest and 
concentrated attention in years past, and, so far, given us a 
total progress of questionable significance. 


SUMMARY. 


1. The animals studied react to evaporation whether it is 
produced by movement, dryness, or heat (p. 105). 

2. The sign and degree of reaction are in accord with the com- 
parative rates of evaporation in the experiments and in the 
habitats from which the animals were collected (p. 105). 

3. The animals of a habitat are in general agreement in the 
matter of sign and degree of reaction; the minor differences which 
occur are related to vertical conditions, position of maximum 
abundance in succession, and kind of integument (pp. 97 and 
106). 


4. Short exposure to high evaporation increases sensibility to 
evaporation (pp. 87, 90, 91, 95, and 97 (charts)). 
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5. In the survival time experiments, heightened sensibility 
was sometimes followed by over-stimulation and always by 
depression and apparent fatigue (pp. 109-10). 

6. There is a rough agreement between survival time and kind 
of integument but no agreement between survival time and 
habitat when a number of different members of a community 
are taken together (p. 106). 

7. The rate of evaporation is the best index of the combined 
action of wind, temperature, isolation, and dryness of air. 


8. Temperature is probably no more significant than moisture, 


isolation, or wind (p. 112). 
HULL ZOGLOGICAL LABORATORY, 
UNIVERSITY OF CHICAGO, 
March 1, 1913. 
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SOME EFFECTS ON FUNDULUS OF CHANGES IN THE 
DENSITY OF THE SURROUNDING MEDIUM. 


GEORGE G. SCOTT. 


Bert, ’71, found that certain teleosts changed in weight on 
being immersed in water having a different density from that of 
the normal medium to which they were accustomed, though in 
some cases death occurred before any considerable change in 
weight had taken place. Garrey, '05, found that 80 per cent. of 
Fundulus heteroclitus taken from sea water lived in fresh water for 
six weeks. Loeb, ’00, said, “‘ Fundulus can be thrown from sea 
water into distilled water without any considerable swelling or 
Sumner, ’06, reported a 


without any visible injurious effects.’ 
series of experiments from which he concluded that Fundulus did 
not survive transference from sea water to fresh water. He also 
concluded that diluted sea water containing only 2 per cent. to 


4 per cent. of the salinity of pure sea water had a salutary 


influence on the preservation of life. Since the osmotic pressure 
of fresh water is but little less than this diluted sea water and 
since Fundulus survived in this solution but not in the other, 
Sumner concluded that the question of survival or death is not a 
question of difference in osmotic pressures. Sumner also investi- 
gated the changes in weight undergone by Fundulus in different 
dilutions of sea water. He found that in fresh water there was 
a slight gain which was followed by a loss until near the normal 
weight. In general transference to a hypertonic solution resulted 
in loss of weight, while in hypotonic solutions there was noted a 
gain in weight. And yet the change in weight bore no constant 
ratio to the changes in the osmotic pressure of sea water. Sumner 
found indications of a smaller gain in Fundulus from Woods Hole 
than in those from the New York Aquarium. He accounts for 
this as being due to differences in the physiological state of the 
organism at the higher temperature of the summer months. 
Their more active metabolism at this period might account for 
the greater permeability. On account of the diverse position 
I2I 
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taken by Garrey and Loeb on the one hand and Sumner on the 
other the present author desires to publish observations on the 
changes in weight in Fundulus heteroclitus resulting from im- 
mersions in solutions differing in density from that of sea water. 

Fundulus heteroclitus, although found in sea water and brackish 
waters, is known at times to pass into fresh waters. Quoting 
from Sumner, p. 56, we find, “‘ Bean, ’03, says of heteroclitus that 
it sometimes ascends streams beyond tide water’’—‘‘Smith, '97, 
states that it is often found landlocked in ice or quarry ponds.” 
“Dr. H. M. Smith informs me that it is found permanently in the 
vicinity of Washington, in the Potomac and its tributaries and 
also in ponds.”’ 

It is thus abundantly established that heteroclitus is found in 
fresh waters as well as brackish waters and even sea water. 
This does not mean however that they will readily survive sudden 
changes from salt to fresh water or vice versa. Sumner tried 
the effect of acclimatization by transferring 25 F. heteroclitus 
from the sea water (sp. gr. 1.025) to fresh water reducing the 
salinity by .oo1ths, hourly. At the end of thirty days but eleven 
were alive. From this Sumner concluded that complete ac- 
climatization failed. Of course this is true since fourteen were 


dead. But what of the survivors? Why was not complete 
individual acclimatization exhibited in the cases of these? With 
regard to acclimatization Eugene Smith, ’12, says that Fundulus 
heteroclitus may be transferred from salt and brackish to fresh 


water. They may be transferred more safely, the less degree of 
salinity there is in the water from which they come. Further- 
more, while very few of those transferred from salt water directly 
to fresh survived the sudden change, an increasing number 
survived of those gradually transferred in the course of a week or 
two through a number of changes of water. My records show 
that such fishes lived from four to six months up to two years— 
one lived over three years.”” The above probably represents 
the truth of the matter. It will be observed here that the above 
writer emphasizes the suddenness of the transfer. The effect of 
a stimulus is related to the suddenness of its onset. In fact the 
living mechanism may be injured under too sudden as well as 
strong stimuli. 
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On July 10, 1908, I transferred ten Fundulus heteroclitus 
through a series of changes from sea water to a large rectangular 
dish containing about 20 liters of fresh tap water. In the bottom 
of the dish was placed some gravel from the shore near by—the 
gravel having been thoroughly washed in tap water. The water 
in the tank was completely changed every day or so—and once 
a week the tank was thoroughly cleaned. Food was placed in 
the tank daily, but all uneaten portions were removed after a 
few hours. On the whole the fishes did not seem eager for the 
food. Most of the fishes died during the next three or four weeks 
but one fish was alive and apparently in good condition on 
September 8, 1908, sixty days after the beginning of the experi- 
ment. A rough test of the water toward the end of the period 
showed a slightly greater amount of chlorine than was present 
in fresh water. And yet the hydrometer recorded a specific 
gravity of about 1.000. At first we might think that Sumner’s 
contention as to the life-saving action of a small amount of salts 
was borne out here. But the amount of salts in which this 
specimen survived was less than that claimed by Sumner as 
necessary to exert a life-saving action. At the same time I do 
not wish to disclaim Sumner’s contention. I only wish to point 
out a case where this conclusion does not follow. 

Not only will Fundulus survive transfer to fresh water, but 
regeneration of removed tissues takes place under these condi- 
tions. This isshown by the results of the following experiments 
carried out with Fundulus heteroclitus taken from the New York 
Aquarium from the diluted harbor water which had a specific 
gravity of about 1.012 (sea water having a sp. gr. of 1.025). 
The caudal fin was removed in the same manner as described 
in a former paper by the present author (Scott). After the 
removal of the fin the fishes were transferred gradually to fresh 


water in a large rectangular jar which was constantly aerated 
from the compressed air supply in the laboratory at the College 
of the City of New York. The water was siphoned off nearly 
every day and replaced by a fresh supply from the tap. Fresh- 
water plants were kept in the experimental aquarium during the 
latter part of the period. The specimens were fed with fish 
food which they soon learned to take. I was not concerned at 
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the time with the question as to the percentage of Fundulus that 
survive transfer to fresh water. The experiment was begun on 
March 13, 1909. On April 2, twenty days after, ten survivors 
were removed. The total body length was taken together with 
the length of the regenerated tissue of the caudal fin. The 
average actual length of the regenerated tissue of the caudal 
fin was 0.238 cm. The remaining ten survivors were removed on 
April 16, thirty-four days after the experiment was begun. The 
average actual length of regenerated tissue was .495 cm. The 
temperature of the water was about 20°C. A second experiment 
was begun on November 18, 1910. Out of thirty fishes operated 
on and placed in fresh water on November 18, but seven survived. 
In forty-two days during which the fish lived in fresh water the 
length of regenerated tissue was .41 cm. Out of a lot of thirty 
other specimens operated on two weeks later six survivors on 
December 30, 1910, about twenty-eight days after the experiment 
was begun, showed a regeneration of .23 cm. During the course 
of the experiment the fishes were transferred every few days to a 
smaller glass jar and the aquarium thoroughly cleaned and 
replenished with fresh water from the tap. In 1908 I found 
that the average length of regenerated caudal fin tissue of 108 
specimens of Fundulus heteroclitus in sea water at Woods Hole 
for a month was about 0.6 cm. It will be seen that in fresh 
water the regeneration of the first of the above lots was 0.495 
cm. in 34 days, that of the second lot, 0.41 cm. in 42 days. It 
appears probable that in fresh water the amount of regenerated 
tissue is decreased but because the animal as a whole is affected 
by fresh water. Further discussion is not proper on acceunt of 
the meagerness of the data. Results show that not only does 
Fundulus survive transfer to fresh water but also that under these 
conditions, physiological processes are sufficiently normal for 
the regeneration of removed tissue. 

Sumner in his practice in using numbers for fishes, found that fre- 
quently individuals died and so the carrying on of the experiment 
was interfered with. I determined therefore to study the changes 
in weight in Fundulus in solutions differing in density from that 
of sea water, by keeping a record of the individual changes in 
weight. Now since some specimens of Fundulus die sooner than 





FUNDULUS AND THE SURROUNDING MEDIUM. 125 


others when transferred from sea water to fresh water, and since 
an increase in weight occurs when they are-thus treated, the idea 
occurred to me as to whether the change in weight is less for the 
surviving individuals than in the case of those dying. Accord- 
ingly a number of experiments were tried with individuals trans- 
ferred to separate dishes each containing a liter of fresh water. 
Each specimen was rinsed in fresh water, the free water absorbed 
on a soft clean towel, the specimen weighed and then placed in 
the dish indicated above. After a certain period the specimen 
was again similarly weighed and replaced in the dish with fresh 
water again. As a check a number of specimens were reweighed 
immediately. The dish in which they were weighed was also 
weighed after the fish was removed and compared with its former 
weight. No fish was handled more than was absolutely neces- 
sary. In fact handling was limited to picking the fish from the 
towel, placing it in the experimental dish. 

Difference of opinion exists as to the effect of removing the 
scales or injuring the skin. For example, Bert found that the 
removal of mucus from the skin of the eel caused its death in 
sea water—where it would otherwise survive this transfer. He 
found that the eel survived transfer from fresh to salt water 
and was surprised when in a similar experiment carried out by his 
assistant, the eel died. He learned that the assistant had un- 
consciously removed mucus from the skin of the eel in the 
struggles involved in making the transfer. The experiments of 
Garrey corroborated Bert. Removing the scales or skin from 
portions of the surface of the body resulted in the rapid death of 
Fundulus heteroclitus on being transferred to fresh water, or to 
sea water, but of those kept in diluted sea water, approximately 
isotonic with the blood, none had died at the time the others 
were dead. Sumner obtained opposite results for in an experi- 
ment which he carried out at Woods Hole; he transferred Fundu- 
lus heteroclitus to sea water full strength or to diluted sea water 
having a sp. gr. of 1.001. He found that most lived although 
the skin had been removed from one entire side of the fish. In 
fresh water all these fish were dead in a few days. Sumner 
called attention to the well-known fact that hardy species survive 
mutilations of the body surface. In fact in experiments which 
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he carried on at the New York Aquarium he noted the beginning 
of regeneration of scales six days after they had been removed, 
and during which they had been kept in sea water with a specific 
gravity of 1.025 having been transferred to this from the dilute 
harbor water with a density of 1.007. Mr. Denyse, of the New 
York Aquarium, informs me that it has been his experience that 
death usually accompanies serious injury to skin of fishes. 
Notwithstanding the difference of opinion cited above it is true 
nevertheless that in none of the experiments about to be described 
were scales removed. In fact, there was no visible evidence of 
the coat over the scales being injured. Attention is here called 
to a further consideration before the experiments are described. 

The specimens used in the following experiments bore no 
surface abrasions and to the eye appeared normal. They were 
taken as needed from a large storage tank supplied with running 
sea water to which tank new specimens were added by the col- 
lector from time to time. Not only was a rough selection em- 
ployed here but a further examination was made before they 
were used in the experiment. 153 specimens were used in 21 
experiments and 988 weight determinations were made. 

Control experiments with Fundulus in sea water showed on 
the whole a slight loss in weight as time went on. The results 
were similar to those found by Sumner. Certain individuals 
died in this control experiment showing that death in the follow- 
ing cases is not always due to the experimental solutions. In an 
experiment with six fishes in which an individual record of each 
was kept the entire lot was dead about eighteen hours after the 
experiment began. Variations in the individual weights were 
evident. But since they were all dead at the end of the period in 
question the average results will alone be given. Thus the 
average gain in weight at the end of two hours was 5.2 per cent.; 
at the end of five hours, 8.7 per cent.; at the end of eighteen 


hours, 15.7 per cent. In a second lot, the results were similar, 
five of a lot of six specimens were dead at the end of twenty hours. 
The change of weight was as follows, at the end of three hours 
4.4 per cent.; at the end of five hours, 7.3 per cent.; at the end of 
seven hours, 9.6 per cent. This is the average of five specimens. 
The sixth was dead and showed a gain of 12.4 per cent. The 
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average of the other five, all dead at the end of twenty hours, 
was an increase in weight of 19.0 percent. Ina third experiment 
it was clear that an increase in weight was greater in some speci- 
mens than in others. While all were dead at the end of twenty- 
three hours, yet three of the nine experimented with were dead 
at the end of nine hours. Three others appeared “‘sick”’; they 
would swim on the side, turn over, follow the bottom, then start 
to swim again. The gain in weight in these was above that of 
the others still alive. In other words the results of these three 
experiments indicated that where there was an excessive gain in 
weight this was followed by early death. A comparison with 
these results with those of a fourth experiment about to be 
described in detail demonstrates the difference in different lots 
of fishes which in external appearance seemed normal. In this 
fourth experiment lasting over two days during which eleven 
weight determinations were made of nearly every specimen this 
differentiation was all the more striking and because of this, the 
experiment will be described in more detail. 

The actual weights are not given. The table gives the per- 
centage change in weight at each period which is found by com- 
paring the weight of each specimen at the end of the period in 
question with the original loss in weight. The sign ‘+’ means 
a gain in weight, while the sign ‘“‘—’’ means a loss in weight. 
The results of this experiment are shown in Table I. The first 
noticeable feature in this record is the individual variation in the 
change in weight in all of the specimens. At the end of the 
observational period seven are dead and eleven are alive; while 
one is recorded as being lost. All of those alive at the end of 
the experiment weigh less than they did at some period after 
the beginning of the sojourn in fresh water. Indeed five weigh 
less than they did at the beginning of the experiment. If the 
changes in individual weight be followed, it will be seen to be a 
case of ups and downs in weight increases. All the specimens 
show a gain in weight during the first period. In some the gains 
are greater than in others. Specimen 5 with an initial gain of 
8.0 per cent. recovers from this and later loses in weight and is 
alive at the end of the period. Specimen 18, on the other hand, 
shows a gain of 2.1 per cent. at first but this increases steadily 
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until it is dead at the end of the forty-hour period having shown 
a gain of 16 per cent. It is well known that fishes absorb water 
and increase in weight after death. Some of the final weight 
increases in the dead specimens may have been due to post- 
mortem processes. But there is ample evidence that the increase 
in weight began before death. This is shown by specimens Io, 
11,12 and 18. On the whole, selection takes place when Fundu- 
lus is placed in fresh water. This experiment shows at least one 
phenomenon accompanying the acclimatization of Fundulus to 
fresh,water. As was said above, it is now well known that when 
Fundulus is put in fresh water from sea water, that some die and 
some survive. The present experiments show that the survivors 
after the first gain weight incidental to being placed in fresh 
water, recover from this gain, lose weight and survive. Others 
either at the beginning or later begin to steadily increase in 
weight. This may be sudden and at any time during the course 
of the experiment. In another experiment, where Fundulus 
was placed in a solution of one half sea water plus one half 
fresh water, some specimens gained somewhat as the survivors 
in the present experiments. They later lost. Others showed a 
slight loss from the beginning. Those that died resembled those 
that died in sea water, that is, the changes in weight gave no clue 
to the cause of death. The effect of this diluted sea water is not 
one half the effect of the sea water. The osmotic pressure of the 
diluted sea water is about half that of full strength sea water. 
In other words the effect of the two solutions is not proportional 
to the differences in their osmotic pressures. The result is 
similar to that found by Sumner, ’05. Some of the specimens 
in the diluted sea water died but showed no peculiar weight 
differences. 

Finally individual records were kept of changes in weight when 
fishes of this same species were placed in sea water to which 
known quantities of sea salt had been added. These experiments 
also revealed great variations in weight of one individual as 
compared with another. As would be expected the survival 
time decreased as the strength of the solution increased but not 
in proportion to the increase in the density of the surrounding 
medium. The results of some of these experiments are shown 
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in Table II. The specimens lost in weight in these hypertonic 
solutions. The fishes in solution ‘““D”’ are dead in four hours 
and lost but 9.5 per cent. of their weight while the fishes in the 


less dilute solutions ‘‘A,”’ ‘‘B,”’ ‘‘C’’ show a much greater loss 
’ 


TABLE II. 
A = Showing the Changes in Weight in Fundulus in a Solution of Seawater to 
Each Liter of which was added 16 Grms. of Sea Salt. 
Periods. 


Hours. 3+ 





»¢ 


—6.3% — 7.6 —15.4|—14.8 9.7 | —13-7 (dead) 

—9.6 —16.1 —14.4 (dead) 

—2.7 — 6.2 — 3.4\/— 3.4 1.6|/— 1.8| —1.3 | —2.0 |} —0.9 
—3.3 — 5.3\— 3:7|— 4.0 8.6, — 8.6 (dead) 

—4.2 — 49 — 9.7'-— 8.7 16.5 ' (dead) 


B = Changes in Weight in Solution of Seawater to Each Liter of which 22 
Grms. of Sea Salt was added. 


Periods. 


Hours. 


- = (dead 
= — 9.0 

3= — 6.0 
= — 9.9 


—10.0 


C = Changes in Weight in Solution of Seawater to Each Liter of which 42 
Grms. of Sea Salt is added. 


Periods. 


Hours. 





—15.5 (dead) 
—12.5 —15.9 . 
= 6. —13.4 
— 8. —I1.0 
ZI. —17.6 


D = Changes in Weight in Solution of Seawater to Each Liter of which 62 
Grms. of Sea Salt was added. 


Periods 


Hours. 4 

9.6% (dead) 
8.1 
7-9 
8.7 " 
12.5 = 


“ 
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in weight and after a longer time. This rather sudden death of 
these in solution ‘“‘D’’ accompanied by a smaller loss in weight 
as compared with the others suggests that in these hypertonic 
experiments death may be due to the direct action of the excessive 
ainount of sodium chloride present in solution. Still there are 
evidences of the ability of the organism to react against even this 
condition for in one experiment in which the fishes were kept in 
a solution of sea water to which 16 gms. of sea salt were added 
per liter, most of the specimens were dead after two days showing 
a loss in weight. One (no. 3) lived for nearly five days and 
showed in its weight determinations fluctuations similar to the 
survivors in fresh water although of course in this case they were 
of an opposite nature due to the hypertonic solution. Mather, 
81, suggested that the cause of death of salt-water fishes in fresh 
water was not due so much to chemical differences as to differ- 
ences in osmotic pressures. Sumner takes the opposite view. 


But both may play a part in producing the results. It is possible 


that Fundulus resembles the eel, Anguilla, and undergoes a reduc- 
tion of the osmotic pressure of its blood after sojourn in fresh 
water. Dakin, ’08, found that in sea water the blood of Anguilla 
resembled that of marine teleosts, though not quite as great. In 
fresh water, the osmotic pressure of its blood was similar, though 
not quite as low as that of the blood of fresh-water teleosts. 

Sumner found that a loss of salts took place when Fundulus is 
placed in fresh water and that the amount lost decreased as the 
time of sojourn in fresh water increased. This result also 
indicates that a decrease in the permeability of the limiting 
membranes of the body takes place due to the change in the 
environment. 

At least two positions can be taken with regard to this matter. 
In the first place however the question arises as to the part of 
the body concerned in the effects noted. Sumner gives experi- 
mental evidence based on studies with teleosts to the effect that 
the gill membranes are the structures concerned. Experiments 
of my own with elasmobranchs show the same results. With 
regard to the two possible views to take, one is, that the kidneys 
regulate the osmotic pressure of the blood when the organism is 
immersed in fresh water, eliminating the excess of water taken 
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in through the gill membranes. But what of the constant effect 
of this excessive work on the kidneys in the case of specimens 
successfully transferred from sea water to fresh and living for a 
number of years in fresh water, as Smith has described. Such a 
view is manifestly weak. There’ is but little doubt that the 
changes brought about in the organism due to immersion in 
fresh water are due to diffusion of water through the gill mem- 
branes, and that the permeability of the gill membranes is changed. 
A second view as to what subsequently happens is that the gill 
membranes after this attack are modified. And in such a 
process must not other parts of the organism be concerned? 
The gill membranes cannot be changed of themselves. They 
are under the influence of the nervous system. Blood carries 
materials to the membranes. The experiments show analogies 
to the response of animals to the inoculation of bacteria, a period 
of ups and downs, recovery in the case of some, death in others. 
It seems to me that views which place the emphasis upon the 
influence of the external agents on the membranes and explain 
acquired impermeability as being due to some sort of tanning 
action, are incomplete. What kind of respiration could take 
place through tanned membranes? Evidence has been obtained 
from the plant world to the effect that plant cells can modify 
their permeability. It is not necessary, however, to agree with 
Philip, ’10, when he says, “‘ This fact and others which have just 
been quoted, will serve to show that a purely physical theory 
of the exchanges which take place across a living membrane is 


inadequate; there is a physiological permeability as well as a 
physical permeability.”” This is but begging the question. 
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THE SPERMATOGENESIS OF A DAPHNID, 
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In Daphnids several generations of parthenogenetic females 
are followed by a sexual generation in which males are produced 
together with eggs requiring fertilization in order to develop. 
These eggs, when fertilized, hatch invariably into females which 
serve as stem mothers for a fresh series of parthenogenetic 
generations. 

A study of the spermatogenesis of a Daphnid would therefore 
be of special interest in deciding the question regarding the 
specificity of spermatozoa in the determination of sex. 

During the summer of 1912 males of Simocephalus vetulus 
were obtained in abundance from the fresh-water pools in the 
vicinity of the Marine Biological Laboratory at Woods Hole, Mass. 

The liquid of Petrunkewitsch and Flemming’s fluid (strong) 
proved to be the best fixing agents for the purpose. 

The sections were stained with Heidenhain’s hematoxylin and 
also with safranin and light green. 

The immature testis is an elongate body consisting of a solid 
mass of spermatogonial cells with ill-defined boundaries and 
enclosed in a thin membranous wall which is carried out pos- 
teriorly as the vas deferens. 

The spermatogonial cells are fairly uniform in size. Their 
nuclei are large and contain one or two nucleoli (Fig. 3, a). 

A constant feature is the presence, here and there throughout 
the testis, of cells distinguished by their disproportionately large 


nuclei and nucleoli. They occur in all sizes varying from those 
of ordinary spermatogonia to giant forms shown in Fig. 1. 
In more mature testes numerous regions or islands are dis- 
cernible especially in the center in which cells may be found in 
134 
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various stages of maturation, the cells of an island being in 


about the same stage. 

As the cells in these islands advance in development a ring of 
undifferentiated cytoplasm remains about each island. This 
cytoplasm is continuous with that surrounding other islands and 
also with the cytoplasm of the giant cells (Fig. 2), which lie 
between the islands. 


The islands remain distinct until their contents are transformed 
into free spermatids. The cytoplasm between the islands then 
disintegrates, producing large spaces in which lie the free sper- 
matids. The testis thus acquires a lumen which ever increases 
in size until the testis becomes a hollow sac full of ripe sperm. 

In the last stages, when the testis is a hollow sac whose walls 
consist merely of an epithelial coat, the giant nuclei are not to 
be found. However, there may be seen, scattered among the free 
sperm, irregular particles of disintegrating cytoplasm, possibly 
the remains of the rings of cytoplasm which formerly enclosed 
the islands. 
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The giant nuclei attain their greatest size in testes which are 
composed almost entirely of islands of spermatocytes in the 

various stages of maturation but in which no lumen yet exists. 

Simultaneously with the growth of the giant cell the nucleus 
and noticeably the nucleolus increase in size. A change also 
takes place in the staining reaction of the nucleus. The chro- 
matin network, which hitherto together with the nucleolus 
stained red with safranin, loses that capacity and takes up 

light green, an acid stain. 

A well-grown giant cell thus pos- 
sesses a large nucleus with an enor- 
mous basic staining nucleolus and 
an acid staining nuclear network, the 
granules in the surrounding cyto- 
plasm staining red with safranin. 

Similar cells have been described, 
in literature on spermatogenesis, as 
rudimentary ova. Asignificant fact, 
however, which militates against such 
an interpretation, at any rate for the 

giant cells in the Simocephalus testis, is that they grow directly 
from spermatogonia and do not pass through the synapsis stage. 

The striking but superficial resemblance between these giant 
cells and growing oécytes is evidently due to the one function 
common to both, viz., that of an enormous growth in size. 

The ever-increasing size of the nucleolus during growth and its 
final dissolution in both types of cells favors the assumption 
that the nucleolus is intimately connected with cell growth. 

In the spermatocytes in Simocephalus where no growth occurs 


the spermatogonial nucleolus remains small during synapsis and 
early disappears. The same is true for Pandarus' and for Cyclops.” 

On the other hand, in spermatocytes where growth does occur, 
a growing nucleolus is described by Schmalz’ in an Ostracod. In 
this form the nucleolus grows during synapsis and during the sub- 
sequent growth period to disappear on the formation of the 
spindle for the first maturation division. 


J. F. McClendon, Arch. f. Zellforsch., V., 1909. 
2? R. Chambers, Jr., Univ. of Toronto Studies, Biol. Ser., No. 14, 1912. 
* J. Schmalz, A rch. f. Zellforsch., VIII., 1912. 
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The principal stages in the spermatocytic development of 
Simocephalus are indicated in Fig. 3. A resting spermato- 
gonium is shown in Fig. 3,@. The spermatogonial chromosomes 
appear to be slender more or less U-shaped rods. During 
metaphase (Fig. 3, b), they are too closely massed to be counted. 
I have no doubt, however, that they are considerably more than 
eight in number. Nuclei in synizesis (Fig. 3, c) show a decided 


FIG. 3. 


contraction of the chromatin threads. No growth occurs during 
this stage and no nucleolusisdiscernible. In the prophase of the 
primary spermatocyte (Fig. 3, d), eight distinctly double rod-like 
chromosomes are evident. The chromosomes in this stage are 
very distinct being more or less regularly distributed just under 
the nuclear membrane and in over fifty cases counted the double 
chromosomes were constantly eight in number. 
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Fig. 3, e and f, show the primary spermatocyte in metaphase 
and telophase. The chromosomes then pass into an interkinetic 
resting nucleus, Fig. 3, g. The resolution of the chromosomes 
of the two daughter cells into a resting nucleus is not always 
synchronous. One may often find an interkinetic nucleus at one 
end of the telophasic spindle while the chromosomes at the other 
end are still massed in a densely staining body. There is no 
doubt, however, that both ends pass into the resting state and 
form normal nuclei for one may find the entire contents of an 
island in interkinesis. And in still older islands all the cells 
pass into Metaphase II., leaving no cells behind. Fig. 3, 4, repre- 
sents the nucleus of a secondary spermatocyte in prophase. The 
chromosomes are approximately eight in number. They are 
shown in Fig. 3, 7, in metaphase. Fig. 3, k-o, show the cellular 
elements lying in part of the lumen of a maturing testis and a 
portion of the adjacent wall. The secondary spermatocytes, 
Fig. 3, &, are shown in telophase. At / are spermatids with 
vesicular nuclei. Their arrangement in islands is better shown 
in the upper part of Fig. 2. Upon the disintegration of the 
surrounding cytoplasm, the spermatids come to lie in the lumen 
of the testis. Here, Fig. 3, m, the nuclei contract somewhat and 
become more densely chromatic. 

In some of the spermatids, Fig. 3, ”, m, the contents of the 
nucleus collects into a compact eccentric mass, which finally 
disintegrates and disappears. 

In other spermatids the nucleus remains vesicular and it is 
this second type only that is to be found in the distal end of the 
vas deferens of a mature testis. 

That approximately half of the spermatids degenerate is the 


impression gained by the examination of sagittal sections of 
entire testes. 


Lepeschkin,' in a brief paper in Russian, kindly translated 
for me by Dr. M. Scholtz, of Cincinnati, on the spermato- 
genesis of the Daphnid, Moina rectirostris, describes occasional 
degenerating cells not only among spermatids but also among 
spermatocytes and spermatogonia. He speaks of the uniformity 


1W. D. Lepeschkin, Mem. Soc. Amis Sc. Nat. Anthrop. Ethnogr. Univ. Moscou, 
Vol. 98, Sect. Zodl., Vol. 3, No. 9, 1907. 
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of the cellular elements in young testes and of the formation of 
cysts enclosing spermatocytes, all the contents of a cyst being 
in the same stage of development. He does not describe nuclear 
changes, giving, as an excuse, the diminutive size of the cellular 
elements. His figures, showing degenerating cells, are not con- 
clusive for one might easily confuse synizetic and interkinetic 
nuclei and possibly different stages of the giant cells with de- 
generative appearances. Occasional abnormalities do occur in 
any gonad but in healthy normal specimens studied by me I have 
been unable to discover degenerative appearances except among 
spermatids. 

Two classes of spermatids, of which one only produces func- 
tional spermatozoa, are described by McClendon! in his studies 
in the spermatogenesis of Pandarus sinuatus, a parasitic Copepod, 
a species which exists only in the sexual state. According to 
McClendon some of the spermatids are transformed into “nutri- 
tive spheres.’’ The “spheres” are a constant feature in Pandarus 
and the proportion formed is very large. On the assumption 
that spermatids occur in male- and female-producing classes, this 
condition might possibly disturb the sex ratio of the species. 
This is not true for I have collected large numbers and have 
always found the males and females in approximately equal 
numbers. 

A personal study? of the spermatogenesis of Pandarus sinuatus 
has convinced me that McClendon’s ‘‘nutritive spheres’’ are 


derived not from spermatids but from spermatocytes during 


interkinesis. If, then, we assume post reduction for the sex- 
determining factor, a condition which obtains in most forms 
where a distinct accessory or ‘‘sex’’ chromosome occurs, the 
formation of the 


ae 


nutritive spheres” will be from neutral cells 
and should, therefore, cause no disturbance in the ratio of male- 
and female-producing sperm. 

In Aphids* two classes of sperm are produced in the male 
differing in the presence and absence of an accessory chromo- 
some. The class which does not possess the accessory chromo- 

1J. F. McClendon, Arch. f. Zellforsch., V., 1909. 

2? R. Chambers, Jr. In press. 


*T. H. Morgan, Proc. Soc. Exp. Biol. and Med., 5, 1908, and Science, Vol. 29, 
1909. W. von Baehr, Arch. f. Zellforsch., III., 1909. 
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some degenerates. By inference from other groups of insects 
this is the male-producing class. The other class produces 
functional sperm which, entering the egg, give rise to females 
only. These sperm correspond to the female-producing sperm 
of other insects. 

In Simocephalus no accessory chromosome is to be distin- 
guished, the sperm being apparently all alike in their chromo- 
some number. 

No means as yet have been found to distinguish two classes. 
The presence of degenerating sperm in the lumen of the testis 
does not necessarily prove the existence of two classes of sperm. 


However, as the functional sperm enter eggs which develop only 


into females, the assumption is permissible that these are the 
female-producing sperm and that the male-producing sperm are 
those which degenerate. 
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